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Detailed Plasmid Assembly Protocol All pCRISPomyces plasmids were assembled using the following protocol: 1) Select a 20 nt protospacer of interest. The 3' protospacer adjacent sequence (PAM) must be NGG, where N is any nucleotide. Preference is given to: a. sequences with purines occupying the last four (3') bases of the protospacer. b. sequences on the non-coding strand. c. sequences in which the last 12 nt of protospacer + 3 nt PAM (15 nt total) are unique in the genome (check by BLAST with all four possible NGG sequences). 2) Design two 24 nt oligonucleotides (4 nt 5' sticky end + 20 nt spacer sequence) with the sticky ends ACGC on the forward primer and AAAC on the reverse primer. For example, if the spacer sequence is CTCACGGACGGAGACCAGGA, then the two primers are: a. Spacer-for: 5'-ACGCCTCACGGACGGAGACCAGGA-3' b. Spacer-rev: 5'-AAACTCCTGGTCTCCGTCCGTGAG-3' Such that the annealed product will be: (20-30 nt) at the junction of the two arms and XbaI cutsites at the opposite ends of the two arms. Then splice the two arms by overlap-extension PCR, and digest and ligate the 2 kb product into the digested plasmid. 9) Digest the spacer-containing plasmid (assembled in steps 1-7) with XbaI.
Dephosphorylate with FastAP (Thermo) or similar to prevent re-ligation. 10) Perform the chosen assembly method to insert the 2 kb editing template in your digested, dephosphorylated plasmid. 11) Transform assembly product to NEB5alpha competent cells (or similar). 12) The next day, pick colonies to LB+apramycin. 13) Recover plasmids and confirm by digestion or sequencing. 14) Transform confirmed plasmid to an appropriate conjugation donor strain, and conjugate following standard protocol. Figure S4 . Diagnostic PCR results from lanthipeptide cluster deletion in three S. albus exconjugants using (a) primers 1 and 3, as shown in Figure 2a , and (b) primers 2 and 3, as shown in Figure 2a . , sSpcas9, synthetic guide RNA cassette this study pCm2-redN-2k pCRISPomyces-2 with redN sgRNA and 2kb editing template this study pCm2-aVA5-2k pCRISPomyces-2 with actVA-ORF5 sgRNA and 2kb editing template this study pCm2-redN-2k-aVA5-2k pCRISPomyces-2 with redN and actVA-ORF5 sgRNAs and two 2kb editing templates this study pCm2-redDF-2k pCRISPomyces-2 with redD and redF sgRNAs and one 2kb editing template this study pCm2-phpD-2k pCRISPomyces-2 with phpD sgRNA and 2kb editing template this study pCm2-phpM-2k pCRISPomyces-2 with phpM sgRNA and 2kb editing template this study pCm2-5713-2k pCRISPomyces-2 with sshg_05713 sgRNA and 2kb editing template this study pCm2-0040-0050-2k pCRISPomyces-2 with sshg_00040 and sshg_00050 sgRNAs and one 2kb editing template this study Table S2 . List of primers used in this study 
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